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o6patKyw TpaHOqpMmaay pot-rot flHK 
mwca capKOMu Payca BopaMBaor b iviumwhu* 
•wop acmpeco* b taaHOcm a pUC 9. neno- 
cpeaaeewio ia bc-npo*»TopoH nonywrnie 
<pparMeMTti Knafwjwr aw rpaHCipopittfM 6a*» 

15? ?* nocne ^ pewMSitwowio 
HHK oflnaiimiQW KaOopoM nocneaoBaie/fcHoae* 
oceo w t a a wm w pcnpecoto n wwmjmo BMpyc- 
Moro pof-fena onuMe ero MPHK c pafloc*- 
•*PH a Tamce nocnesoMfrenbHOciwo MttpapN m 
fepwMautM ipawmiMi noryiemo* pecoufr- 
whiho* fJHK ipaMtoMWor Eat merw 6a*- 
<epw« paapywam m (pepuem OMwuawr hohoo6- 
MatiOM xpOMaiorpatpxeH 
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Vl3o6pCTenvie otmocwtcr k CuOTexnono- 
rn* * MoneKynwpnoa 6wonornn. a mmchmo < 
* cnoco5y nonyveHu* 4>epMeHTa oC par how 
rp3MC*pwnTaabi BWDyca capicoMu Payca(RSV). 
Cnoro6 aarAtOsaaTca b tom. mo KOAMpy- 5 
cf parity*) TpaHCitpvinTa3y pollen bu- 
Ae/ieMHuA M3 AHK supyca capOMbi Payca. 
acTpaueaiOT c noMoujbK) nuraau a nnaaMway c 

GOAbUJMM HMCAOM KOnMft T3KMM o6p030M. HIQ- 

6u yxa3dHHwA ren naxoAwnca b nnaaMHAe 10 
MenocpefldBeMHO 3a lac-npoMoropoM.. «oto- 
Puh moxct 6wtw penpeccttposaH h ner«o mn- 
Ayuxpoean noAy«eHNO* AuraaHO* CMecbx> 
aareM rpaHC$opMMpyx)T E.cott. noCAeseroor- 
GMpaior ipaHc^opMHpoBaHMue kactkm, Hecy- is 
m*e AHK c HaCopOM nocneAOBaie/ibMOCTe*. 
oOecneweaioiuHx noAaBAenwe m 3«cnpeccMio 
BwpyCHoro polrena. casiauaaHMe ero MPHK c 
pviSocoHoA. a Ta^rec nociieaoBaTen^HOCTflMM. 

05€CneMMBa«UXHMW MKMUfciaUMlO M TCpMHMa- 20 

ukk) TpancnntiMM. PeKOM6»tHaKTHo* iviaaMM- 
AO* Tpanc^opMHpyiOT gxoll. CaxrepvtaAbHue 
uteTKM nocne «Hflyxtu*t paapyuiaoT * m3ba*- 
*6hhu* cupoA ♦epMeMT - oSpaTKyio Tpanc* 
Kpwrra3y noA*epra«xr omtcrxe. 25 
n p m m e p 1. ilo/iyneHMe nnaaMHAHc* 

6 M«r AHK RAaaMMAM pSRA-2 noAaepra- 
kit nociiQAOMten^Ho oSpa&rrxa pecTpttKia- 
33MM Xmal. Xhol h PsiL Dpoaepxy 30 
a^eicTMtHOCTM pacuten/ieM** snerrpo^ope- 
30M a araposHOM reae npotf 3bqa*it ncaie ui* 
Aoro rHAP0mi3a. 

Taxxe bwooahriot niApoima $epMeHTa~ 
mm Pstl m Sail 2 mm AHK pUC 9. 35 

06e AHK noAMpraioT ocaxAeHM*> 96%- 

HUM 3TBHOAOM H TpeJTKpaTMOA npOMUBKO 

70% -hum 3T1HOAOM. Ka*AY*> ii3 Aayx OCa** 
A6hhux $paxuita pacraopaor e 20 mm iwr*- 
pyiotuero Cy$epa. 40 

Cmccw, npnroT(WT«HHyio h3 280 Mr pac- 
men/ieHHM AHK pUC 9 k 1350 nr paonen/wn- 
MO* AHK pSRA-2. AOnoaHHior neoSxOAMMUMM 

KOMnOHeHTBMH M nOCAC A06a8A6HM* 10 «A*~ 

hmii nnraau ocTaaiimoT Ha nonb a xoagaha*- 45 
HMxe npii 8°C 

C noMOtUMO AMra3H0ft cmccm (5-10 mm) 
npoaoAUT TpaHc4K)pMauMO xAerox turaMMa 
6ax?epttft E. colft HB 101. npeAaapmeAtHO 
o6pa6oTaHHux CaCh Ka6tkm pacrupaiOT Ha 
arapnux rwiacntMKax. npMrotOMeHHux c rm- 
TareyibHOft cpeAOA LB m aohojikchhux 0.5% 

TAI0X03U M 20 MXA/MA dMflMUM/lilMHa. COCAO 

MHxyfiauMH ft Te**eHwe 1 8 h npm 37°C npoaooar 
aKaiiM3 ftupatuennux koaohmA. onpeAe/taxxr « 
paaMep coAepxauieAcn a hhx nnasMHAu. 

OT6HpatOT utTBMMu. coAcpxcauuHa hcxo- 
Myio nAa3MMAy pa3MepoM a 5.5 xa. (pMF 14). 

hoA cpeAe. cOAepoxaiueA r/noxosy h aMrwun/»- 



timm. 3aTeM npon3BOA«T BwAeneHwe n/iA3Mn- 
A» ri/ia3MWAV npoecpjitOT c noMOu^bio pe* 
CTPMKT33 (Pstl. Sail. 8amHI. Hind :il>. a raxjice 
"x co^eTaHii* + conocTaonflor c opHruHa/it- 

Oro6partHuw mom Aanee ncno/ib3yK)T Ann 
Tecrv-poBaHMq <j>epMenTa nocTynaa np« 3tom 
c/»eAy-ou;MM oSpaaoM. 

2 m/i Kynbiypw. aupauueHHO^i 3a HOHb Ha 
nmareyfbHoA cpeAe LB c r/i»K03oa m aMnit* 
uhjmkhgm. wcnonb3y«T Ana noceaa a 20 ma 
yxaaaMHoA cpeAu. h npo80A»r MHxyQauMio 
npM 3HeprHMHOM BCTpRXMsaHMtt npM 37°C. 

ripH AOCTMACHMM n/IOTHOCTH E550 1.0 X Xyilfc- 

r/pe Ao6aB/iaK>T CBeMenpMroroaneHHuA boa- 
hu* pacTBop IPTG. aoboax KOHtieirrpauHio 
nooteAHero AO 1 mM. h npOAonxaiOT HHxyOa- 
umio eute a teneMnc 60 mmh. 

Co6paHHua ueHTpH<|>yrMpoBaHHeM icneT- 
km o6pA5aruaax>r /ih30ummomh AM3Mpyx>u|KM 
pacTaopoM. 

/lH3Mpyxut|Hil pacTaop: 
1% Triton X-100 
0,2% NP-40 

1 mM EOTA(3TMA6HAMaMWHTeTpaauaTaT) 

2 MM DTT (AMTIlOTpeMTOA) 

2mMPMSF 

10 MM ^OC^BTa HBTpMA {pH 8.0) 

Paapyufaior c^cponnacrw. npoapasMyo 
^paxiuw. noftyteHxyio a KO/imecTae 200-400 
mxa. HenocpeACTaeHHO wcnoiib3yx>T aab Tec- 

TMpOSaHHfl ^epMeHTaTMBHOA bxtmbhoctm. 

npoaepeHHuA. npoAyuMpymuMA oSpar- 
nyio rpaHCxp^maay xjioh tupaiuHaajor m mk- 
AyuHpyiOT ctcmea 6enxa. npoAyxT k3 xy/tbTypu 
auAenaioT c ue>ibio xapaxrepHcmxM ^epMen- 

Ta, 

flpMMtp 2. npenaparMBHoe auAtxeHMe 
oepaTHOA rpaHCxpHirra3u. 

800 ma xyjibtypu E coll HB 101, COA*p- 
xcatueA nnaa MMAy pMF 14, aupauiMaam na 
nHtareAbHoA cp€Ae LB c AoOaMenHoA r/noxo- 

30A (0.5%) H attmtMHAAHHOM (100 MXr/MA) ao 
AOCTMxeHM* nAOTHOCTM 2,2. 

nocTie ueHTpM$yrwpoaaHM* xAtrxM eye- 
nenAMpyor a 50 ma nwraTeAbHO* cpeAu M9. 
He coAcpmacueft rnoKOou. ho coAepj(atuaA 
dMnMUMAAMH. HocAe HHKyftatjWM c 3HBprm* 

HUM BCTpAXMaaHHCM B TGH4HW0 30 MMH AO 6a ft- 

AAK3T IPTG AO A0C7lfVK6HHa KOHUOHTpaiiMM 10 

mM. 3areM npoAO*"^anjr MHKvOatpto eti^e a 
T**eHMB 90 mmh. CoOpaHHue ueHTptt^yrHpo- 
aaH«eM xAerxM 3aM0paxMBax>T xcmakmm a30- 
tcm m ao oftpaSorxM xpaHBT tip* -20°C 

Bca ooepatiMM no auAeAenMio ^epMenra 
npoaoA^r npn 4^C. 

3aMopoxceHHue xactxh cycnaHAMpyior a 
8 ma 10%-noro pacTBopa caxapoau. coAapxa- 

cycncH3KH AoCaaARior 2 ma pacTaopa aujoum- 
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m.i h -.re" -ce ^oc*aTHOM 6y$epe c *cmaeMT- OSparnyic tpancitpvinTaay sareM 3monpy^T 

panne* 20 1 Wma. Cnycrg 10 mum M3cna*oaiOT 6y*epOM B. C0Aep*ain*M 0.5 M KO co6*pa- 

1 1 Mn /t*3»pyomerc pacTaopa » A oa c/ioa oc- iot $pa* u *w oGveMOM 0.4 ma. Aktkbhoctv 06- 

topokmo nepeMeuiMoaK>T noAyneMMu* pac- paTMo* xpdH cicpHnTa3LJ so tpatUMax 

tbop noAacpraior ueMTpM^yrwpoBaHMio npw 5 onpcAe/iaioT. oT6npa« na mmx npoBy oGvcmom 

100000 g e revenue 1 »*. aareM k aepxHCMy 1 mka. 

cno»o Ao6a©;i«K>T naTMMonnpMu* pacreop C6veAHHCHHue axntaHwa $paxttMM (oxo- 

NaCI ao ACcrMxeHHH xoneHHO* xoHuenrpa* no 3 ma) noABepraiOT AxaAWiy 0 t6h6hm* 18 m 

UMM 0.1 M(b A3mhom npwMepe a** 3»oro x 43.5 npoma 6y$epa t\ 

ma nepxHcro caoa CJieAyeT AoSasnTb 870 mxa 10 By$ep T: 

5 M pacraopa NaCI) h 3tot pacrsop Manocrr 50% r/muepMwa 

Ma xoAonxy c DE 32 pasMtpauM 2x13 cm. 50 mM $oc$aTa xbamb (pH 8.0) 

ypaeHOeeujeHHyio 6y$ep0M A (10% rAmiepn* 50 mM KO 

na. 5% caxaposu, 0.2% r.V-40. 10 mM <>oc4>a- 1 mM DTT 

ra HarpMii. pH 8.0. I mM DTT. 0.5 mM 3DTA. 15 0.5 mM EOTA 

0.1 mM PMSF. 0.1 m NaCQ. B peay/aiare omicaHMux npoueayp ow 

BeTa-cy6^e A «HMua o6pbtho* Tpanc- ctxm nonyMaerca 1 ma pacraopa ofipOTHoA 

xpMnraabi ne cop6npyeTc» na hocm rene. a to TpaHcxpHnTa3w, oSiiaAaioiuero axTMBHOCTtro 

apftM* xax 3H8MMTenkHaa nacT* AHK-noA- 20ba/mka. 

wMepasw. a Taxata hyx/icwHOBue xmcaotw. 20 CyMMapnoe xoAHnecTao tepMBHTa, aupa* 

Meuiaiomrte nocneAY*omwM xpoMaTorpa^w- 6aTwaaeMoro M3 800 Mil mcxoaho* fiaxrep*- 

secxwM pa3A«AeMM9M. oxaawaaiOTCft aAvnoA xyAbrypw, cocraaAxer raxMM oSpaao* 

copSnpoBaMHUMM. oxoao 20000 tA- 

Koaohky npoMuaaxu 6y$epoM A ao rex 

nop. noxa Mecop6npyeMoe Bemeoeo no/iho- 25 npMMep 3, flpenapar a coctojimmm 

CTk»o CMbiaaerca (3kctmhkum* aaroara Azao noAaepautaaTt cmma AHK a craHASpTHOA 

0, 1). m nponymcMHUH pacraop (140 ma) noA- * peaxuMomto* cmkm a rent km* ho Mem* 2 m. 

aepraior AnaAioy tpuxau no 4 « npome 1 n flewaiypitpyiCKUK* reAb3Aexrpo$opft3 PHKh« 

6y$epa 6. noxaauaaar H aMO i w rnfl nptt HHxyCauH* PHK 

Ey^ep B: 30 c npenapaTOM. noAynaMHUM coraacHO npeA- 

10% rAMuepMxa naraaMOMy citocoGy. a Tesatme 4 1 3ro AO«a- 

0.2%NP-40(mohhactP-40) auaaar. mo OHHtatHHaa pexoMtJwKaMTHja - 

10 mM ^oc^btb MdTpMa (pH 8.0) o6paTwa* TpaKcxpHifraaa He tOAHnmr m#- 

1 mM DTT cneuH^MNecxKx Hywieaa. 

0 5 mM EOTA 35 PexoMdiHaHTHaa oOparnaa TpancxpHR* 
0.1 mM PMSF ra3a CMHTeaupyeT non* 6T a CMCTtMt aa- 
no/iy^eHHyA nooie AManHsa npoAyxr wa* rpaaxa * MBTpni^a rA/dT^ xax a 

Hocar na xonoHxy c ^oc^ouen^iOAoaoA P1 1 npHcyTCTBmi wohob Mq". Tax h a npttcyrCT- 

pasMepaMM 2x20 cm. Kononxy npoMwaaiOT 6y- bhm homob Mn**. 

<t*POM B AO CHMXteMHB 3RCTHHK1|MM AO A28O 0, 1 49 OflTMMaflbHaa KOHUeKTpaum 9TMX MOHOa 

(a AaHHOM npimepe Ha aro norpeOyercJi 200 cocTaa/ixer 3 h 2 mM cooraeTcraaHHO. Hbjih* 

m^i Qy^pa). aareM nepca xonoHxy nponycxa- *wt nx* hohob a xoHMeMTpauHM 6 mM npnao- 

•or rpaAitenT 6y^epa 6 a pcxume 0,01-1,0 M, ahtx HaaHanHTeawHOMy omxceHMio cxopoctm 

COSMpda <ft>8KUIfM 06b6MOM 4 MA. peaXttHH, 

lia xaa^ioft ^paxuMM OTSupaxrr npoGy 45 Oopmoht aunoaHMT cboh ^ynxuitM rax 

oGweMCM 3 mka aax onpCA^AaHMa axTMBKOCTM ace a chctajncq aaTpaaxa - MarpHtia noaw 

o6patMoA TpancxpHnTaaw. Axt nan ua ♦pax- rCm/omvo . ho **uib a npHCyrcraMM Mn*** 

umh. aAXHtfpoaamiiie a HHTepaaAe 0.25-0^3 Akth#hoct% 4ep*eHTa na aroM cy6crpaTa # cr> 

M. comparer m oSvbahhohhmA anioaT noAaep* craanaaT oxoao 25% or axTMBHOCm. ttaMepa- 

raK>T Anaiiway • tc^mho 3x8 «• npoma 3x2 a gQ cmoA hb xaaccMsacKOM cyCcrpaTO no** 

6y^epa B. - rA/dT. 
By^ep B: 

10% rflHuepMHa B chct*mc hoam A* mPHK/oahto dT (r.a. 

0.2% NP-40 npu cmhtbm k£HJQ omHMMMiaa am ♦ep- 

1 mM DTT gg m€htb xoHUBHTpaumi Mq* 4 cocTaaaaeT 6 mM. 
0.5 mM EDTA TorAa xax xoHiieHTpaum Mn** cocTaanaarr 2 
10 mM ♦oc^ara xbamb (pH 8 0) mM. 7.5 eA-axr. ♦epMenra amnosaior pH)g. 
nocne A^aAMa aemecrao nanocaT na xo- TTO a xoAinacTae. cooiaaici a yrotneM o6pa- 

AOHxy c DE 32 pa3MepdMH 1x5 cm. hbcopCm- aoaamcio 0.8-1.6 MMOiik WlHtC. Pjumad no*- 

pyeMue aeuiecTaa CMwaa»OT Oy^epOM B. y^acMoro npOAyxTa cocTaaaaar 200-1600 
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'Myn/i«0TM40B a csiywae no/iw A* uPHK apojo- 
■ *Mfl/iu m 400-7000 MywieofMflOB • c/»yvae 3h 3 - 

ji 

<i> o p m y ,i a H}o6peteHHfl 

™,?1° COB n0/, yHEHHfl OEPATHOt* 
TPAHCKP M nTA3b. 8MPVCA CAPKQMb. 

fAyCA. 38K/IK>«iaiOU|MrtC» 8 TOM. MTO S n/133- 

MMay pUC9 MenocpeacTneMHo sa lac-npoMo- 
topom c noMomno nwrasw BCTpansaiOT P$r - 
Xhol-^parMeHTu nnaiMvwu pSRA-2 non- 
y*eHM0A cMecwo flHK rpaHcOopMwpyo, 
•CfleruM E.coll. nocne sero no yc tomhmboc tm * 

aKT M 6MOTMKy OT6MpaK)T TpaHC4.0PMV.pOBaM 

HUC Kite™. M3 WTOPUX ew A en»K>T flHK 3a - 



8 



MMTenwMo Conee a/»khhoh reteporenMoa flaep- 
HOAno/iwA PHK neMenn xpucw. 

5 Tnir* n ° ^'V-Omo* Macce or6»pa- 
•ot /JHK. Koropan coaepxiu .< a 6oo n 0C „ Pr40 . 
eaTe ( -, hMOCTert o6ccne , MeaK)r penpeccv1io 

3«cnpeccHK> enpycMOro pol-rena m CB«3 MB a- 
H*e ero mPhk| PH60COMC. a n ££ 

|Q flOBaie/.KHOCT^MH MltM „ pyK)!1<Me M TepMMMM- 

»»•••« TpaHcn*tu„o. 33TeM e^ c „ e H„oA 
pe*OM6KHaMTHo* J5HK rpancDopMHpywr 

u«KTepManbNue khctkm paapymator m 
15 BUflCAHioT o6paTMy» T P a„c KpM nra3y *oho- 
o6MeHHoi» *poMaTorpa<j>Mc(* 
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